The thermodynamic and kinetic properties of solids state raw starch digesting alpha amylase from newly isolated Bacillus licheniformis RT7PE1 strain were studied. The kinetic values , / , / , and were proved to be best with 15% wheat bran. The molecular weight of purified enzyme was 112 kDa. The apparent and max values for starch were 3.4 mg mL −1 and 19.5 IU mg
Introduction
Starch is an excellent carbon source in nature and major storage product of many economically important crops. A large-scale starch processing industry has emerged in the last century [1] . Five groups of enzymes play a key role in the hydrolysis of starch. These enzymes comprise about 30% of the world's enzyme production. Alpha amylases (endo-1,4-a-D-glucan glucanohydrolase, E.C.3.2.1.1) are extracellular endo enzymes that randomly cleave the 1,4-a linkage between adjacent glucose units in the linear amylose chain and ultimately generate glucose, maltose, and maltotriose units [2] . Alpha amylases derived from microbial sources have great success and replaced the chemical hydrolysis of starch in starch processing industries. Alpha amylases have a number of applications, including liquefaction of starch in the alcohol, brewing, and sugar industries and in the textile industry for desizing of fabrics [3] . They also have applications in laundry and detergents or as antisalting agents and baking such as bread making [3] , since thermostability and alkaline characteristics are important features for industrial applications of amylase isolated from alkalophilic organisms [4] .
The microbial -amylases for industrial processes are derived mainly from Bacillus subtilis, Bacillus amyloliquefaciens, and Bacillus licheniformis asthey are capable of secreting amylases into the culture supernatant in submerged [5] . The microbial production of alpha-amylase is greatly influenced by the composition of the medium culture and environmental and growth kinetic parameters [5] . However, solid state fermentation provides an interesting alternative for concentrated enzyme production and less purification costs [6] . This work reports the solid state production, kinetic and thermodynamic properties of raw starch-digesting alkaline alpha-amylase from an indigenous culture of B. licheniformis RTPE1 which possessed potentially interesting properties from -amylases already described.
Materials and Methods

Microorganism and Production Medium. Indigenous
Bacillus licheniformis RTPE-1strain was maintained in NIBGE stock culture collection and 16S rRNA accession number EF644418 submitted at NCBI. The Bacillus 2 Biotechnology Research International licheniformis RTPE1 was maintained on maize starch (1% W/V) plates containing basal salts medium and 2.5% agar. The basal salt medium comprised of (g/L −1 ) K 2 HPO 4 1.0, (NH 4 ) 2 PO 4 1.0, MgCl 2 0.5, yeast extract 10.0, and maize starch 10. For liquid media preparation, all the media components were added and mixed one by one in one liter conical flask containing 200 mL distilled water. The pH of the medium was adjusted to 7.0 with 1N HCl/NaOH. The medium was autoclaved at 20 p.s.i, 120
∘ C for 20 min.
Preparation of Inoculums.
The basal salt medium containing maize starch (1% W/V) was dispensed in 50 mL quantity into 250 mL Erlenmeyer flasks. A single colony from fresh agar culture plate was transferred into the above medium and incubated at 37 ∘ C for 24 h on an orbital shaker (Gallenkamp, UK, 150 rpm).
Growth of Organism in Solid State Fermentation (SSF).
The SSF studies were carried out in one-litre Erlenmeyer flasks containing different concentrations of wheat bran, maize bran, and maize starch. Each carbon source was moistened with 25 mL basal salt solution. The flasks were autoclaved for 20 min and cooled. For time course study the flasks were inoculated with 5 mL of fresh inoculums (5 mg cell mass mL −1 ) and incubated at 37 ∘ C for 7 days. The incubator was humidified by sterile water. For the extraction of extracellular -amylase from solid state fermentation experiments, after desired intervals (24, 48, 72, 96, 120, 144 , and 168 h), the flasks were taken out in triplicate and the enzyme was extracted (three washings) with 100 mL of 10 mol phosphate buffer (pH 7.0) after vigorous shaking on an orbital shaker (150 rpm, 4 ∘ C). The extracted enzyme was centrifuged (at 15,000 ×g for 10 min at 4 ∘ C) to get clear supernatant for enzyme assay. All the experiments were run in three replicates.
Assay for Alpha-Amylase
Activity. The activity ofamylase was measured on the basis of liberated reducing sugars [7] using 3,5-dinitrosalicylic acid (DNS) using starch as the substrate after 10 min incubation. One unit ofamylase activity was defined as the amount of enzyme, which released 1 mol of maltose or glucose equivalent per min under the assay conditions. Glucose was measured using glucose oxidase kit.
Protein Determination.
The protein in the enzyme preparation was quantified by the Bradford method [8] using bovine serum albumin as the standard.
Purification of -Amylase.
All purification steps were conducted at room temperature. Enzyme extract from above (1000 mL) was purified by a combination of ammonium sulphate precipitation, ion-exchange, and gel filtration column chromatography as described previously [9] with 20-fold increase in specific activity (138 to 2769 U (mg −1 protein) with 30% recovery). 
SDS-Denaturing-Renaturing Polyacrylamide Gel Electrophoresis (SDS-DR-PAGE)
. Subunit molecular weight ofamylase was determined by subjecting crude and purifiedamylase to 10% SDS-PAGE using Hoeffer small apparatus. After electrophoresis, the gel was incubated for 30 min in 100 mmol potassium phosphate buffer (pH 7.5) containing 20% isopropanol for the removal of SDS. After removing SDS, the part of the gel containing different molecular weight markers was stained over night with Comassie -250. The gel was destained with a solution of methanol, acetic acid and water with a ratio of 9 : 2 : 9, respectively. The part of gel containing -amylase was transferred to potassium iodide solution (Gram's iodine) for activity staining [11] .
2.11. Half-Life. Purified -amylase was redissolved in 100 mmol phosphate buffer (pH 7) and assayed for thermostability. Optimum temperature of -amylase was determined in 100 mM potassium phosphate buffer (pH 7.0) at selected temperatures (50, 55 60, 65, 70, 75, 80, 85, 90, 95 and 100 ∘ C) of reaction system [11, 12] . -Amylase was examined by incubating the enzyme in the above buffer, at certain temperatures (50-90 ∘ C) and the enzyme samples were taken after 15, 30, 60, 120, and 180 min of incubation for the assay of enzyme activity.
Thermodynamics of Enzyme.
Arrhenius relationship was used to calculate the activation energy ( ) required by the enzyme to hydrolyze starch as described earlier [11] . Thermal inactivation of the enzyme was determined by incubating the enzyme solutions in above buffer at a particular temperature. Aliquots were withdrawn at different times, cooled on ice, and assayed for enzyme activity at 55 ∘ C as described above. This procedure was repeated at different temperatures ranging from 45 to 100 ∘ C. The data were fitted to first-order plots and analyzed. The first-order rate constants ( ) were determined by linear regression of ln (V) versus time of incubation (t). The thermodynamic data were calculated by rearranging the Eyring absolute rate Biotechnology Research International 3 equation to study the overall thermodynamic parameters in the range 45-95 ∘ C:
where , , , ℎ, Δ * , Δ * , and are specific reaction velocity, absolute temperature, Boltzmann constant, enthalpy of activation, and gas constant, respectively.
Results and Discussion
Various factors including particle size, inoculum density, moisture content, and enzyme extraction parameters were employed when wheat bran, maize starch, and maize bran were used. For comparison of data to make extrapolations, IUg-1 cells ( / ), IUg-1 substrate consumed ( / ), volumetric productivity's ( ), and specific productivity ( ) of the enzyme have been presented in Tables 1(a) and 1(b). Wheat bran (15%) proved to be the best carbon source to support maximum values of all kinetic parameters related to product formation. Maximum values of -amylase
substrate consumed), and (357 IUg −1 cells h −1 specific) were also improved (Table 1(a)). Growth yield coefficient ( / ), volumetric rate of substrate utilization ( ), specific rate of substrate utilization ( ), specific growth rate ( ), and volumetric productivity of extracellular protein ( ) were also increased with 15% wheat bran (Table 1(b)).
The suitability of a particular substrate in a SSF process for the production of bacterial amylases appeared to be governed by the physicochemical requirement of the microorganisms used. The universal suitability of wheat bran may be due to the fact that it contains sufficient nutrients and is able to remain loose even in moist conditions, thus providing a large surface area. When compared to earlier studies in SSF [13] , enzyme production was enhanced up to several in SSF and a 2.4-fold improvement in specific productivity was noted compared with submerged fermentation.
The novel aspect of the study was that spore forming indigenous Bacillus licheniformis RTPE1 strain produced maximum amount of extracellular -amylase when growth rate declined principally in the stationary phase (see representative Figure 1(a) ), though maximum enzyme production was observed in the fermentation medium producing maximum amounts of biomass. In the earlier findings, mostly -amylase production was growth associated and highest enzyme activities were obtained in the exponential phase and even in the early stage of growth phase [5] . Very few findings revealed that the production of -amylase is nongrowth associated. Further enhancement in the catalytically active enzyme can be obtained by exploiting nitrogen sources and maintenance of proper aeration in the fermentation vessel.
SDS-Polyacrylamide Gel Electrophoresis of the Purified
-Amylase of Indigenous Bacillus licheniformis RTPE1 Strain. Purified -amylase was subjected to SDS-PAGE as described in materials and methods. A single band of purifiedamylase was observed in lane 1 (Figure 1(b)A) . It was found that the molecular weight of -amylase was 112 kDa and enzyme was active in situ and showed zone of clearance even in crude samples (Figure 1(b)B) . Purified -amylase has been shown to be homogenous by SDS-PAGE. It has higher molecular weight than most of the -amylases from Bacillus sp (40-140 kDa) [15] .
Alkaline Nature of the Indigenous Bacillus lichenformis
RT 7PE1 -Amylase. Studies of alkalophilic microorganisms had resulted in the discovery of extra-cellular enzymes that are characterized by maximum pH for activity and stability occurring on the alkaline side. Although various extracellular enzymes of alkalophilic microorganism have been described and only a few are alkaline amylases [16] . Maximum activity was observed at pH 9.0 and 60 ∘ C (Figures 2(a) and 2(b)), which is very suitable for industrial use. In previous study, the effect of temperature and pH on the activity ofamylase, produced by Bacillus sp. KR-8104 in a solid state fermentation system, was optimized [17] . Comparing the results obtained from the optimization of crude -amylase activity in solid state and submerged fermentation systems revealed some differences in pH and temperature optima for maximizing the crude enzyme activity. [12] . But in the presence of 5 mM Ca 2+ enzyme retained 97% of its activity even after incubation of 180 min at 90 ∘ C. In general high concentrations of both monovalent and divalent salts were inhibitory to the reaction. The inhibition depended upon the nature of the salt, either due to anionic strength effect or specific cation effect [10] .
Effect of Metal Ions and Effectors on -Amylase
Liquefaction of Starch.
Liquefaction of the 10% maize starch was done with purified -amylase (200 IU g −1 starch) from indigenous Bacillus licheniformis RT7PE1 strain. The enzyme gave 100% dextrose equivalent (DE) values from 10% maize starch hydrolyzed completely after 360 min of incubation. Starch at 30% (w/v) was not completely hydrolyzed to glucose (Figure 2(c) ). High performance liquid chromatographic studies proved that the starch hydrolysis major product was maltose and oligosaccharides. The production of sugars from starch sources is an industry that exists in its present form due to the application of industrial enzymology to solve process related problems. As the industry matures, the demand for more efficient enzymes leading to higher quality products and lower production costs for the starch processing will increase [18] . cell, and = specific productivity = IU g −1 cells h −1 and were determined as described previously [14] .
Carbon source Biomass g Each value is a mean of three readings; ±: stands for standard deviation among replicates.
Effect of Starch Concentration on Catalytic Activity.
The reaction was dependent on the amount of starch present in the reaction mixture. A Line-weaver Burk plot (Figure 3(a) ) of the data reveals a of 3.4 mg starch mL −1 . The max is 19.5 mol min −1 . So the amylase exhibited MichaelisMenten-type kinetics. The kinetic parameters of -amylase activation max and that were 263 mole mg −1 enzyme min −1 and 0.97 mg/mL, respectively, were reported from thermopile Bacillus sphaericus [14] . The max and values for soluble starch was found to be 4.11 mg/min and 3.076 mg, respectively, for -amylase isolated from B. amyloliquefaciens previously reported by Gangadharan et al. [19] .
Effect of Temperature on -Amylase Activity and Stability.
Stability of the enzyme at higher temperature up to 100 ∘ C was examined, and the enzyme was optimally active at 55-60 ∘ C (130 IU mL −1 ) (Figure 3(b) ) and showed 14% relative enzyme activity at 100 ∘ C. The temperature-dependent properties of this enzyme show some similarity to Bacillus licheniformisamylase (BLA) produced by recombinant E. coli which was active over a temperature range of 50-80 ∘ C and had optimal activity at 60 ∘ C [20] .
Half-Life and Activation Energy.
The protein midpoint inactivation temperature ( ), activation energy, conformational stability at elevated temperatures, activation parameters for catalytic activity, transition state formation energy, stability of the native state ensemble are potential indices for thermostable biocatalysts. The value was 89 ∘ C (Table 3(a) ). For Bacillus licheniformis amylase (BLA) at pH 7.0, the of 103 ∘ C was obtained [20] . Activation energy for catalysis of soluble starch was 45.2 kJ mol −1 (Table 3(a) ). The activation energy for B. licheniformis CUMC305 enzyme was calculated as 5.1 × 105 J/mol. The investigated most thermostable -amylases from Bacillus licheniformis enzymes exhibit activation energies ( ) between 208 and 364 kJmol −1 and pronounced differences in the corresponding unfolding rates. After the inflexion in temperature (Figure 3(c) ), the enzyme becomes denatured and shows less activity towards conversion of substrate into product with decrease in activation energy (41.2 kJ mol −1 ) which infers thermostability of the test enzyme [21] .
Kinetics of Starch Hydrolysis.
The ratio cat / often referred to as the "specificity constant" is a useful index for comparing the relative rates of enzyme acting on alternative, competing substrates. In present studies, cat is 2395/min and the specificity constant cat / of this enzyme is 7068 (Table 3(a) ). The reported cat for -amylase from B. amyloliquefaciens is 2.26 × 10 3 s −1 [22, 23] . This could be due to the ionized state of the carboxyl whose charges are positive ones and the substrate (full chair conformation of sugar residue) binds more strongly to the active site than the transition state of the substrate (sofa form of the positively charged oxocarbonium ion). It was found that the entropy of denaturation (Δ * ) of alpha-amylase at 60 ∘ C was significantly decreased as compared with other enzymes indicating altered and more compact conformation for this enzyme. This happens due to the increase in the hydrophobicity around active site, as a result of local conformational change due to substrate (starch) binding and is a common phenomenon.
Thermodynamics of Starch Hydrolysis by Alpha-Amylase.
The organism-derived enzyme requires less free energy (Δ * − ) to form the transition state than that required by other organisms (Table 3(a) ). Similarly, enzyme releases the higher amount of transition state binding energy (Δ * − ) as compared with those of others (Table 3 (a)), signifying that the high catalytic efficiency of alpha-amylase is due to the transition state stabilization. Accordingly, this enzyme showed highest enzyme-substrate destabilization (Δ * − ), whereas other enzymes showed least enzyme-substrate destabilization energy (Table 3(a) ). The activation energy ( ) profiles of the enzyme show that this alpha-amylase has lower values up to 90 ∘ C. These studies provided insight into improvement in enzyme production and the process of stabilization by this strain. The culture had altered the values of both entropy and enthalpy of activation for irreversible inactivation of enzyme as observed for thermostabilized enzymes [24] . Actually thermal inactivation occurs in two steps as follows:
where is the native, is the unfolded enzyme which could be reversibly refolded upon cooling, and is the inactivated enzyme formed after prolonged exposure to heat and therefore can not be recovered on cooling.
The thermal denaturation of enzymes is accompanied by the disruption of noncovalent linkages, including hydrophobic interactions, with concomitant increase in the enthalpy of activation [24] . The opening up of the enzyme structure is accompanied by an increase in the disorder, randomness or entropy of activation. The values of thermodynamic parameters were calculated from Figure 3( 
Conclusion
From the present study it is apparent that production of alpha amylase production by solid state fermentation from 15% wheat bran was higher as compared to 15% gram bran by newly isolated Bacillus licheniformis RT7PE1 strain. The wheat bran was best and cheap source for production of alpha amylase. The production of enzyme in submerged fermentation is expensive as compared to solid state fermentation. The contents of synthetic media are very expensive and 
